After Tang's (16) successful isolation of the trachoma organism in eggs, his procedure became the method of choice for the isolation of Chlamydia trachomatis from ocular infections of humans. Growth was attempted in cell culture (1, 4, [10] [11] [12] 14) and, though successful, the method was not used routinely because of difficulty in serial passage of some strains. Since 1967 several workers have used cell culture for laboratory-adapted strains and primary isolates in preference to eggs because of increased sensitivity (5, 7, 9) (17) , and the temperature at which the centrifugation is done (35 C) (2, 6, 15) . The cell culture system is now routine for isolation of chlamydia from genital, ocular, and other clinical specimens.
The existing cell culture methods, which utilize individual flat-bottomed tubes and 12 to 13-mm round cover slips, limit the number of tubes which can be handled at one time because of the centrifugation step. For this reason, primary isolations of trachoma were tried using presterilized microtiter plates (Cooke Engineering Co., Alexandria, Va.) containing BHK-21 cells in monolayer on 5-mm round cover slips in 96 wells. Self-adhering microtiter plate sealers were used to maintain sterile conditions. This allowed a maximum of 384 (4 x 96) tests to be done with a single centrifugation.
Infected conjunctival scrapings were obtained from 15 owl monkeys (Aotus trivirgatus) 7 days after challenge with trachoma strain HAR-36. The specimens were stored in 0.5 ml of PGS (3) at -60 C until tested. These monkeys were known to be infected from duplicate conjunctival scrapings stained by immunofluorescence (13) Each of the cover slips in the 96 wells of the microtiter plate was seeded with 105 BHK-21 cells previously irradiated with 5,000 rads of "Co. After 48 h of incubation at 35 C, the 0.2 ml of Rubella medium covering the BHK-21 cells was removed, and 0.2 ml of the conjunctival sample, from an infected monkey serially diluted, was delivered into each of three wells containing the BHK-21 monolayers. An equal volume of inoculum from the same serial dilutions was also put into the yolk sac of three 8-day-old embryonated eggs for comparison infectivity titrations. Centrifugation of the inoculum in the microtiter plate was done at 35 C for 30 min at 1,000 x g in a horizontal head. A force of 2,000 x g ruptured the plates around the wells. After 48 h of incubation at 35 C, two of three cover slips were removed, washed with phosphate-buffered saline, mounted, and stained by a human lymphogranuloma venereum serum conjugated with fluorescein isothiocyanate (FITC-LGV). All of the inclusions on each cover slip were counted. Yolk sacs from the inoculated eggs were harvested individually at the time of embryo death or from sacrificed eggs 12 days after inoculation and were examined for elementary bodies by immunofluorescence. The same FITC-LGV reagent was used throughout for identification of inclusions in the monkey conjunctival scrapings, inclusions in the BHK-21 inoculated cells, and elementary bodies in the yolk sac smears. Only one passage in cell culture or eggs was done.
Isolations were obtained from all 15 conjunctival scrapings (Table 1 From comparison of infectivity titrations, the micro cell culture method was clearly more sensitive than eggs in the isolations of trachoma and required only 2 days for determination of infectivity, whereas the egg method required up to 12 days. Ten of the 15 samples were found to be positive at dilutions 10-to 1,000-fold greater in cell culture than in eggs ( Table 2 ).
The micro cell culture method has also been used in this laboratory for antibiotic tests with the trachoma organism. 
